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^*fl*H tfltb ^^-S ^Ml*Mlfe BMP-7 #B^bHj=» i^Hf p><>l^«.S 
£. 1 
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BMP-7 ^-e^EMHJb x-^-s]-^. :£b| ^Aj ^^{Composition for preventing 
the formation of new scar comprising BMP-7} 

£. l^r TGF-.pl ^ p>o]^s]ti.sy.s)-^B. BMP 7 (200 ng/ml) ^sl^l 

^^5]^ ^ ^-^Ia]^^ a>^. e)]<y 1^ TGF-I314 BMP^^"&> 

*1 8** 3, ^1^2^ TGF-pi 1 ?]: *1eR> 31^ 3^r BMP7^r 3, sfl^l 4^ TGF- 

£13f BMP S-^r- ^^tb 3H4. 

5L 2^ £r*}^ 10^>olAj.(^oi 1)> -.I0^r(^tl 2), l^r 3) 3^ >§ 

SDS-PAGE ^4 a>^1. 

S. 3afe W 2-D gel ^7l<^^- aV^o]jl, 2-D spot^l 

MALDI-T0F ^4 Hf3 . 

£ 4^ ^#<^ BMP-7 ^-t- ^-t^ ^ 

efl<5l 1-& 7flS^- BMP-7 (R&D system), 31<?1 2^ (SDS-PAGE), 3 

^ BMP-7 1-^, 31 4^ <g=^#^ 31 lr^°14. 

£ 5^ TGF-pi °ll 51 & p>o]^.a£|ti.s.ti.e}->iS ^Ajo] BMP 7 (200 ng/ml) 
^^s)^ 3* PCR-i: SHl^l^fe *r*l. sll^ll^r TGF-P1, 31 °1 2^r TGF-pi + 

BMP 7 
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S. 6^ rat^ ^o\] S-J&Bl sH 1 "* ^ BMP-7* ^ ^o] s^a-fr 

£ 7tt BMP-7ol inflamation^: TNF-a %<&1& ^ . 

<9> £ Bone Morphogenic Protein^*}, 'BMP'^ ^)-7 1-^^^o]h.1- S.^*} 

$t ^ ^A^M W ^^-S., ^4" ^-&>7l)^ BMP-7 

<io> Tseng ^ ^-fr ^l^Kr ^ofl 0^0} Jl-4*H^ JUL^S^U Cell 

Physiol. 1999 Jun ; 179(3) : 325-35, I0VS 1998;39:S428) . 
<11> BE: ^ al)7H <£p|o| s$&o] #^^r ^l*^ -^-3.7} & 

tf(Bull Hosp Jt Dis Orthop Inst 1990 Spring;50(l) : 27-34) . 

^ ^ 70 jum ghfr ^-2-5., m^r°l t&<*\^°-3. 2:*M2.3. 

o^-fr 15H3EL ^ S^tj-^^-S. <&^4\ W 43. 

tx), 7]7i|^-fi11fe- type IV laminin a 5^ pl^ -^-g-f-i: 5L^W. ^ 

/tllit apoptosis* -fHM^ ^^13E.7> ^M^^H ^^MN * 

*>5ES-^ * ^^2|-g-3|. 7}z\*\°.3. 3-g-^°.3.*l 
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S *l^f*l ^r^ltr^T. ^ "Sr^^r EGF (epodermal growth factor), FGF 

(fibroblast growth factor) ^ aHs.?}^ inter leukin^f prostaglandin^ 

» ^"^^ ^-g-^r u|-B|-xflZL, ZL ^<sflS. TGF-j3 (transforming growth factor- 

P) ^Sfl^ ^S^^l ^*fl fibroblast^ ^ ^ *H ^.^ tLS-JSLe^HS-S] 
« ^^|X|7l2.S *^ -B-^-S-^r ^1 *Ul, 1940\i 

Davis^l ^*fl <g#3£.S 3^°1*H ^ A>-g-s]&t}-. 
<i3> Goodrich^ 2000M M<>11 3*r^ ^Jf^ «g=^ ^ ^# *1 

6\}^ cfr^*. ^6\x\ 8^8: 1.5«fl 34 *7}*roL, Gris^ JtaL^Hte ^ 

«-<y-o} ^ ^ *o) ^ *m ^ 2:^1^ *M W% °l^r 

^ *l-fH& 34- <>Fr€ ^ ^^-^.S. 343^ ^-^tb &£KAm J 

Vet Res. 2000 Mar;61(3):326-9). 
<14> ^7fl oj-^a? J2.-& *|S<*« °]4^5L 7^ tf*^ ^J^r 

^ A S7l^ ^ *1S.*R=-31 o].g-£]ji 544. 
<15> #0.3.^ *H=-ofl tfl-§-£Hb ^ ^Atb °4%* *Kr ^t 1 

3 ^^"(anterior ocular)^ ^cf. wound healing)-^ *fl J f u r l 3E: 

(corneal sub-structure)^ £rS^ 44^1 ^o]t|.. 

ol^o} 4^. ^e] ^ ^ *l-frfe 3*11*1 S^sH^lxr a> 

(vascularisation)*!^ ^ *]-fr *r^3 7>^ ^« 3^ £4*1 ^ 
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<16> oj^-o. ig40 ^ De Rot th7> *>4<g«H*i o^o. ^.g^j. 

«l2fl -fi-*h* ^afl^ul JiJLSH, -tf 3 *)^ apoptosis* ^ltK^S.*! ^ 

tiV^ ^ >»§■£- #o^^ Jl47> JLjI £)^tq-(Retinal and Eye resrch, 1999 18(3) 

311-356). m^fl Kimaq- Tsengol tf«g=^ 7l^ °l-8-*M ^ # ^**fl 

<3^» «H ^ <qo]-J=L ^0)0^ <#u}--^ 5-^7fl ^ ^W^, 

^«3=, z^-3^3Hh ^ St evens- Johnson ^£5- ^ tJ-<£$: SFp-S. 

<i?> zisiq- <£^H 4^ Jl^M- 7l^ofl tfli£ °1-Sfl tfltb Si^fe ^ 

S>fe 71^ S.^- ^-5 *V8-*Ka ZLS-m- ^B] ^<^1^ 405 

3 ^l^o] ^J^, ^fl <£tq- <£^v§; W Ji**H 

^olr^. 4^ o]5l^ A>-g-^-oi] c] ^ J^-fr-fr -R-W *r 

-a^tt ^1°H, ^» ^WKr l-^-i- ^#*}<^ *Hfe 

#<3^ <r 5a^.s.a, oieitb ^#*H 3-8-^: & 

<is> Bone Morphogenic Protein(BMP)-7^r S^HH ^*Rr <£s)3 & o.^ , ^ 

^ ^1 ^]o>^ ^^oj) 5a^, ^^°flfe ^ 

20-8 



1020020069178 



2003/7/5 



^*1*1 sl&^KDev Biol. 1999 Mar l;207(l):l76-88. , Exp Cell 



Res. 1997 Jan 10:230(1) : 28-37) . 

i£t$sH Q^CLS-^ ^#^1: *H^*Hf 

<20> ^7]S1 ^-^^r ^^>7l 41 €H, "R-Jl^ BMP~7 

= » i^xr 

<2i> BMP-7^- ^r-S-^MM 50ng/ml - 50ug/ml Si ?H w>^*>t^. 

<22> DoseS.^ is) *f-c$X\ O.lng - lug^ ^sj *Hi-*M lng - 50ng ^^H^ 

-§-*§=(dose) &\ £-15-2) ^7># sL^jl, ^o.^ o] ig^ o1«H)a^ Jl^7> 

<23> 3E^- M. S^#^r ^<£tb ^7H ^-frs* q^^lS. A} 

7>^«H, o^-ft *|-g-,g. ^S. TGF-P ^t!r smad 2 signal ^l* M- 

<24> o]S\ -g- #^1 

^ 371 ^ ^*r5W. 4 TGF-P <^1¥# 5L^r7> ^ *3-fr 2-D 

gel €71 <8^«H 3** MALDI T0F» <>l-8-*H M^5ft4. 
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<26> 7K> «£o] ol^o] BMP-7^* ^711 3$-^, <>1# 

BMP-7 g °H cfltb ^Sl^H ^Sa^ 



<3i> xog^ ^ ^<£^1 33 Aflaj * 10 ml PBS^r ^-^1 ^-^>^r°fl 

<32> £0}^ £**J|-g; -S^e^H 3*1** ^i>\^. ^*^* 

10^ ^-(Amicon Inc.)* ^43*1 ^ 3*r€ OJ ^ PBS^- ^1 ^* 

10°> ^#^* ^--i; ol-g-^H 4*1 1^ 1^ 

5ft^-. (E 2) 

<33> -*UH 2: ^^-^^^-^ Hacat -*fl.5E transformation Jl¥ ^ 
<34> HaCat Afla afl°^ 

<35> HaCat *H3. (Human skin keratinocyte)* 10% FBS7> MHHH 5% C0 2 , 37 "C 

wfl^H^ «fl 4. o] nfl t^ofl 90% o]^- <S#*r$ 10% FBS7> 5.^-51 *| 

»* MEM wfl^S. 24 Al^o> «-^Sa^. 
<36> M?B^3£^o1^ gj ^afl^ 



<27> 



o] ojl #^3}-5)<>| flfe- BMP 7 (R&D systems 354-BP)* <>l-g-*H ^V^"^ ^Jf-fi-Bfl 



<29> 



4J*H l: <S^HH ^# 
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^ 6 € plated *ft£.7\ 2 x 10 5 =j7l] HaCat TGF-pl (5 ng/ml) 4 tfl 

S °1 *H f ibronectin^ EL ISA ^^S. ^3*r$W3. 1). 



carbonate buffer, pH9.6)°fl 10 ftg/ml 96-€ ^°lH«fl ^-^l^ji, 

1% BSA blocking tr ^ fibronectin standard^ ^fl 0 ^^ *|B^>JL, anti-f ibronectin 
Ab, HRP (Accurate, IMS04-060-02)«- °l-g-«H ^ ^ n *f^}%^. 
<39> [s. 1] TGF-pl *H 3tr 4°1^^-S.ti.&}-^B. ^ Sr^r^ € ^ 



<40> 








rcF, i^i «h 


TGF, V - lO^i: 


fGF, l0^o|-ir 






0.1 


1.3 


0.9 


0.1 


1.2 



<4i> <g/.H 3: ^#^1 2-D gel €7l<g* ^ MALDI-T0F ^ 

<42> o| -g-^ 

<43> ^-x>^= ^ - 10^ ^##^r lmg/ml ^7fl *H 0.5ml * ^ *r ^ 

TCA/Acetone^: 1.5ml 7^4 ZL ^ €43^ *H ^ acetone^S. ^ 

10% SDS^- 2.5% DTE ^-g-^j 10uH * 5£-?2 #^4. o^H pH 3-10 IPG gel 

strip (amersham phaamasia biotech)-i: 0 l-g-*r°3 IEF( isoelectric focusing 
electrophorisis) ^ 8-10% acrylamide gel°l]*| ^.7)°i^- ^ Coomassie Blue G250^r °1 
-§-*H ^^^>^4. (£• 3) 



<38> 



°] anti-f ibronectin Ab (Accurate, IMS02-060-02)* coating buffer (0.1 M 
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<44> . <*^tb gel 51 ^-8- spot^: ^^HM MALDI-TOF ^ Micromass Q-TOF MS* °l-g-^r 
ESI-TOF MS/MSS. ^l*! ft-q Australian Proteome Analysis 

Facility) :=L €4 spot^l BMP-7.2-3. 

<45> [X 2] ^#-§- internal sequence 

<46> Sample EG265 

<47> Matching protein,' 

<48> BMP-7 [Homo sapiens] 

<49> 1 hnsapmfmldlynama 

<50> 2 f stqgpplaslqd 

<5i> ^^Hl 4: ^-M 1 !!* BMP-7^ ^-<£ 

<52> -gr^ ^ - 10^ <#^- ^r^^ lmg/ml 3 31 0.5ml-i: ^ °fl 

TCA/Acetone^: 1.5ml 7}^ H ^ <S£: acetoneJLS XH«| ^ 

10% Acrylamide gel^: °l-g-*M SDS-PAGE* t!: ^ ^^lES^Si ^1 B^^t!: ^ 
BMP-7 ^3.^ *g-*f|* <>]-§-*H -ir^tb ^ (S. 1) <£^- ^l^l BMP-7^1 & 

<53> ^efl: BMP-7^ Ji^aI^ 

<54> HaCat *\]Z. ^*fl 

<55> CH0 ^15L<M ^flS^ BMP-7 (R&D system)^: 2^ Q-B: 

wj-^AS. HaCat Afl5. H^^s] ^ti^-^^ °1 ^ S.^^ fibronectin^ 
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°l-g-t»: l-^fWS. 4) fibronectin primer» <>l-§-tr PCR C£ 5) 

<56> ttg] a^j: SLg Rat z£gfcg] 3^*1 ggLM q*)] 

<57> SD rat (male, 180-200 g, tfl^H z}-^ ^<#afl 1.0 N NaOlH 341 

# 60^# 5*1 el ^ T-wfl^l, ^ ^-BMP 7 (320 ng/ml)* 50 ^ ^3 
f^JL tfli?^ NaOH *M ^o] yfl*] ^ BMP-7* *M*r$|tr. °1 «fl*l ^ BMP~7-8r 7 
°i V* *l*r (-2-3. 10:00 ~ SL$- 7:00)^1 3*13: #3, 4^ ^^*>S^. *1 ^ 2^ 

ofl ^ €<3*r$4. (£ 6) 
<58> ^^q^- ol TNF-a JL^ 

<59> 20 U/ml Heparin ^e)^ ^A>7l» °l-g-*H ^V^^W 3% dextran 

-jr ^-gr -M^lH ^ 20^r# ^ •tff^* ^^^^ 
o. 0 ]-ol^ t^z}-^ 0.2% NaCl 20 ml 5. -^-fr^Kii rfA] o>o]^ 1.6% NaCl 20 ml* 

$-8H "S^r PMN-i: 10% FBS7> SL^Q RPMI1640°ll 1 X 10 6 4^/mlS. 7fl^-^}Jl 24 l£ 
l-^olH^l € ^ lml^ t±X\ <g E.coli 0127:B8 LPS 100 ng/mH 

^7} ^ Saline ^ BMP 7* ^-ifS. ^7}* r $c]-. 37 °C , 5% C0 2 S 12^1 ti fl<£ ^j. 

^ % IS -^^-i- ^1*H EL ISA 7lH (Human' TNF-a quatikine kit, R&D system)* 

<eo> ^. it*** BMP-70I 7]^ofl oj-^^i Bf »j ^ofls. p>oi^.5|ti.s.ti.el->iE 

sL2) transformation* ^^1 fA^I ^ ^ ^<>)H ^7} 3* ^ 
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l^tt 1] 

^il^^.1^ BMP-7 I^eM-EL* s^}i=. ^b] tg^ Q$^] 

2] 

»U1M1 $X°]*\, -#7]$ -n-S^-Sr 50ng/ml - 50ug/ml O.lng - lug/kg *Hf^ 

s.^o. S -sr}^ ^ ^ 
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<110> EYEGENE lnc.;Y00 WON IL <120> Composition for preventing the 
formation of new scar comprising BMP-7 <160> 1 <170> Kopatentln 

1.71 <210> 1 <211> 139 <212> PRT <213> Homo sapiens <400> 1 Met 
His Val Arg Ser Leu Arg Ala Ala Ala Pro His Ser Phe Val Ala 1 5 
10 15 Leu Trp Ala Pro Leu Phe Leu Leu Arg Ser Ala Leu Ala Asp 

Phe Ser 20 25 . 30 Leu Asp Asn Glu 

Val His Ser Ser Phe lie His Arg Arg Leu Arg Ser 35 40 

45 Gin Glu Arg Arg Glu Met Gin Arg Glu I le Leu Ser I le Leu Gly Leu 50 
55 60 Pro His Arg Pro Arg Pro His Leu Gin Gly Lys His Asn Ser 

Ala Pro 65 70 75 80 Met Phe 

Met Leu Asp Leu Tyr Asn Ala Met Ala Val Glu Glu Gly Gly 85 
90 95 Gly Pro Gly Gly Gin Gly Phe Ser Tyr Pro Tyr Lys Ala Val 

Phe Ser 100 105 110 Thr Gin Gly Pro 

Pro Leu Ala Ser Leu Gin Asp Ser His Phe Leu Thr 115 120 

125 Asp Ala Asp Met Val Met Ser Phe Val Asn Leu 130 135 
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